MODEL:

ANI MALS:

PROTOCOL FOR EVALUATI ON OF THE RESPONSE OF METASTATIC

LOX AMELANOTI C MELANOVA TO CHEMOTHERAPEUTI C AGENTS

(3L032) Treatnent of established subcutaneous tunors followed by

bi oassay of lung tissue with netastases.

Oigin of Tunor Line: This line was obtained fromDr. Oystein Fodstad, Departnent of
Bi ocheni stry, Nor wegi an Radi um Hospital, Oslo, Norway.

Summary of Test Procedures: 10Q(6) LOX ascites cells are inplanted subcutaneously (S near

the axillary region of athym c random bred (NCr-nu) mice. The sc tunors are allowed to grow

from 15 to 25 days. Various treatnent schedul es may be used, but the final treatment should

be between Days 15 and 25 postinpl ant. Twenty-four hours after the last treatment, the
animals are sacrificed and their |lungs renpved. The lungs are then inplanted sc into other
animals to assay for tunor growth (this is called a bioassay). The animals that were treated
and sacrificed for lung removal will be referred to as "donors". The bi oassay animals in which
the lungs were inplanted sc will be referred to as "recipients." The paraneter used will be
"cell kill" and will be based on the delay in tunor appearance fromthe treated tissue as

conpared to tunor appearance fromuntreated control tissue in the recipients.

(refer to Protocol 8)

Propagati on: At hym ¢ NCr-nu

Testi ng: Athym c NCr-nu

Vi ght: M ni mum wei ght of 18 gm for nmales and 17 gm for fenales.

Sex One sex is used for all tests, titrations, and control animals in one
experinent.

Sour ce: One source for all animals in one experinent. Exceptions nust be noted as

comrents.



EXPERI MENT Sl ZE:

Donor Aninmal s

Tr eat nent G oups: 6 aninals

Control or Dose 0 G oup: 10 animals

Reci pi ent Animals (Bi oassay)

From Treatment G oups: Bi oassay into 6 animals

From Control or Dose 0 G oup: Bi oassay into 10 aninals

TUMOR TRANSFER: (refer to Protocols 2, 5, and 6)

Propagat i on:

Ti ssue:

Ti me:

Site:

Testing:

Ti ssue:

Ti ne:

Site:

Suspensi on: Prepare diluted ascitic fluid containing
1 x 1Q(7) cells (approximately 0.1 nl). (Refer to the following
section entitled Preparation of Cell Suspension).

Days 7-11 (Harvest should be done between the tinme the aninmals becone
obvi ously synptomatic and before the ascitic fluid becones dark red.)

Inplant 1 x 10(7) cells/animal injecting approximately 0.1 nl per nouse ip using

a 0.5 inch 23 gauge needle with a 1 m tuberculin syringe. Site of injection

should be chosen to avoid vital organs.

Suspensi on: Prepare 0.1 m of diluted ascitic fluid

containing 1 x 106 cells. (Refer to the following section entitled Preparation

of Cell Suspension.)

Days 7-11 (Harvest should be done between the time the animal becones obviously

synptomatic and before the ascitic fluid becones dark red.)

Inplant 1 x 1Q6) cells/animal injecting 0.1 m per mouse S.C. using a 0.5 inch,



23 gauge needle with a 1 nm tuberculin syringe. Site of injection should be chosen to

avoid wvital organs.



PREPARATION  OF CELL  SUSPENSI ON:

Cel |

Use donor tunmor when the abdomen becomes distended (usually Days 7 through 11) - Using
a sterile 5 m syringe, withdraw ascitic fluid asceptically through the abdomi nal wall
from which the skin has been renpved. Use a mnimum of 3 nmice. Collect at least 3 ni
of ascitic fluid. Pool fluid in a sterile glass container held in an ice bath.

Count: Use physiological saline for dilutions. Use serological pipettes wth rubber

bul b attachment. Cell suspensions should be swirled and m xed by aspirating the
solution into and out of the pipette several tinmes before withdrawi ng an aliquot.

Di | utions:

Suspension A 0.5 m of pooled ascitic fluid plus 4.5 m of
physi ol ogi cal sal i ne.

Suspension B 0.5 m of Suspension A plus 4.5 m of physiological
sal i ne.

Suspension C: 1.0 ml of Suspension B plus 4.0 m of physiol ogical
sal i ne. Suspension Cis a 1:500 dilution and shoul d

be used to nake the cell count as follows:
1. Agitate Suspension C and withdraw 0.5 ml with a I-cc syringe and a 23-

gauge needle.

2. Agitate and allow several drops to flow out, then fill both chanbers of
the  hemacytoneter.

3. Count only intact nucleated cells using 100x to 400x magnification.

4. Assunming the use of an A0 STD or conparable hemacytoneter, count 4
| arge squares in both chanbers, being sure to establish and follow a

convention for inclusion of cells that fall on lines.
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The cell count may be calculated directly fromthe nunmber of cells in
bot h hemacytoneter chanbers as foll ows:

Total MNo. of Cells

In Both Henmacytoneter Cells/m of
Chamber s X 2.5 x 500 x |00 = the Undil uted
2 Ascitic Fluid
Not e: Once the cell count has been detern ned, there is no further need for
Suspensions A B, or C The cell suspension for inoculation will be made from

the original undiluted ascites from which Suspension A was made.

The dilution factors required to prepare a suspension of cells that contains
the highest cell nunber required in 0.1 m may be cal cul ated as shown in the

following exanple:

10,000,000 (Cells/m
Required for 1 x 1Q6)

in 0.1 m Inplant)** = X n (ascites)
85,000,000 (Cell Count/ 10 nm (total volune)
m of Ascitic Fuid)

85X = 100

X =118 n

Add 1.18 m of ascitic fluid to 8.82 m of physiological saline for a

suspension of 1 x 10(6)cells in 0.1 m .

*¥2.5: Correction factor to convert count to cells per cubic mm
500: Dilution factor.

1000 : Converts mm (3) to m.

**For stock passage and titration, this value should be 100,000, 000 (cells/m

required for 10(7) in approximately 0.1 m inplant)
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I nocul ati on: Sterile procedures should be followed to dilute the ascitic fluid to

Not e:

obtain Suspension 1 and subsequent dil utions.
Suspension 1: Highest level required; 1 x IQ6) <cells in 0.1 m.

Suspensi on 2: Add 1 part of Suspension 1 to 9 parts
of physiological saline =1 x 105 cells in 0.1 nml.

Suspensi on 3. Add 1 part of Suspension 2 to 9 parts of physio-
logical saline = 1 x 1QPDcals in 0.1 m.

Suspensi on 4: Add 1 part of Suspension 3 to 9 parts of physio-
logical saline = 1 x I3)cells in 0.1 m.

Use sufficient nunbers of sterile syringes and needles so that no syringe

will be refilled fromthe pool of donor fluid. No nore than 60 m nutes
should el apse fromthe time fluid is taken from the donor until it is
inplanted in all of the recipient animals. For titrations, inoculate the

| owest level first, then proceed to inoculate each higher |evel.

Al t hough the LOX anel anotic nelanoma is passaged from ascites-free cells, there
will be sone solid tumor formation in the peritoneal cavity. This solid tunor
formati on becones nore pronounced with time after inplant. Also, this tunor
appears to produce a nucus-like condition that results in thick ascitic fluid.

It may be necessary to inject 1 or 2 m of physiological saline in order to
facilitate harvest.



Testing Schedul e:

Variable: The netastatic burden will be relatively small on Day 15 and
wel | established on Day 25 postinplant. The | ast day of treatnent

should fall between Days 15 and 25.

Dav_0: I mplant tumor (1Q6) cells so. Run bacterial cultures (refer to
Protocol 7 and Instruction 348). Prepare materials. Refer to
Protocol 10 or Instruction 361 for instructions on randoni zati on.
Record deaths daily.

Dav_1: Check Cultures. Discard experiment if

contamnated. Weigh aninals
i ndi vidually and record wei ghts. Treat as instructed.
Day 2. Recheck cultures.

Di scard experiment if contani nated.

Treat ment Day(s) Adm nister test

agent based on individual body weight.

Measur ement _and Wei gh

Davs: The first day of treatnment and bi oassay day.

Positive Control: NSC 26271
24  hours prior to
est abl i shed, but

(cycl ophospham de), 200 my/ kg/ dose,
bi oassay. The delay in tunor
shoul d be >7.0 days.

single dose,
appearance (T-C) is not

Bi oassav Dav: Sacrifice each ani mal,

renove the lungs and divide into two
parts. M nce one part into small

pi eces and place in a 3 cc Luer Lok
syringe (with plunger renoved), add 1 cc of saline, replace the syringe

Pl unger and put on an 18-gauge needle. Work the excess air out of the
syringe.lnsert the needle sc near the axillary region of a recipient
animal on the right side. Force the tissue through the needle caution:
use safety glasses or face cover). Repeat this process using the other

lung portion to make an inplant on the opposite side of the same animal.

Since some time will be required for this procedure,

sacrifice only one
group at a tine.

Measur enent Davs:

Pal pate and neasure tunors on the recipient animals tw ce
(Because of the |arge amount of lung tissue inplanted, a tunor
nmust obtain a size of 500 ng before one can be sure it is a tunor.)

weekly.



Evaluation: Based on the difference in the day of tunor appearance to 500 ng

from treated and untreated netastases (T-Q. Cell kill nay be
as follows:

Cell Kill (log units) = 0.3 (T-0)

VWhere: 0.3 = the log of 2.0
td = the tunor doubling tine

T = Medi an day of appearance of the

treated tunors to a size of 500 ng

(@]
1

Medi an day of appearance of
the control tunors to a size of 500 ngy

Not e: The td can be estimated by plotting the growth of the control tunors.

Criteria for Activity: Not established, although 1.0 |og unit of
10

cell kill would suggest at least mniml activity.

Reporting of Data: Special Report.




